. Relationship between average intensity retention (NMR) and isobaric heat capacity (ITC) upon MBD1-c protein interactions. Figure S4 . GST pull-down of MCAF1Δ8, HDAC3 and MPG with MBD-c and its mutants
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SUPPLEMENTARY TEXT Subcloning
The gene fragment encoding residues 507-605 of MBD1, including the transcription repressor domain (TRD, residues 529-592) was PCR amplified using the Pfu DNA polymerase (Fermentas) with the forward primer ATTGAATTCGACGAGTGGACACCAG and reverse primer TATCTCGAGCTACTGCTTTCTAGCTC (1st Base), containing the EcoRI and XhoI restriction sites (underlined), respectively. The gene fragment was subcloned into the pETM (pET32a modified) vector with an N-terminal His 6 -tag and pGEX6P-1 vector with an N-terminus GST tag for protein expression and purification. In the case of MPG, the full length gene of MPG was 
Protein expression and purification of MBD1Δ, MPG, MBP-MCAF1Δ8 and MBP-HDAC3
Expression of pGEX-6P-1:MBD1-c followed almost the same above conditions but during purification, the lysate was allowed to bind to glutathione sepharose beads (GE Healthcare), equilibrated with buffer A for 3 h at 4 °C, then washed with buffer A for 3 times. The GST tag was removed from MBD1-c using 1unit of Prescission protease per mg of GST-MBD1Δ at 4 °C.
The cleaved MBD1-c protein was loaded onto a Superderx 75 column (GE Healthcare), equilibrated with the buffer (20 mM sodium phosphate buffer (pH 6.5), 50 mM NaCl and 3 mM DTT) is then eluted and concentrated..
MPG was over-expressed with an N-terminal His 6 -tag in the pET-M vector. In short, the construct was transformed into E. coli BL21 (DE3) competent cells and the protein was overexpressed with the induction of 0.5 mM IPTG at Abs 600nm of 0.6, grown at 25 ºC for 6 hours and affinity purified using Ni-NTA resin. The protein was next purified using a cation exchange Hi-Trap SP-HP (GE Healthcare) column (MPG is highly basic with pI of 9.65) with buffer A: 20 mM sodium phosphate (pH 8.0) and buffer B: 20 mM sodium phosphate (pH 8.0) and 1 M NaCl. MPG was further purified using a Superdex 75 column (GE Healthcare) equilibrated with 20 mM sodium phosphate buffer (pH 6.5), 50 mM NaCl and 3 mM DTT.
The protein eluted as a single homogenous peak, at its theoretical 35 kD. The purified MPG protein was concentrated using ultra filtration membrane (Merck Millipore) with 10 kD 
